For the generation of the sense riboprobe, EcoO109I was used for the linearization and T3 RNA polymerase (Roche) for the synthesis.
Immunohistochemistry and Immunofluorescence
All tissues were derived from mice on SD. Tissue preparation and IHC in hypothalamus and brain stem were performed as previously described (Wittmann et al., 2007) . 25-µm-thick coronal sections were cut on a freezing microtome (Leica Microsystems, Vienna, Austria). For detection of the CB 1 receptor, every fourth section through the anteroposterior extent of the hypothalamus and brainstem was processed. BAT after surgical and chemical denervation including controls were analyzed by immunofluorescence for thyrosine hydroxylase immunoreactivity.
Tissues were removed and placed in 4% paraformaldehyde at room temperature for 4h and than transferred to 25% sucrose in a phosfate buffer solution (PBS 0.01 N) at 4°C for 24h. Five-micron-thick sections of tissue were cut and serially mounted on glasses and stored at -20°C. Normal donkey serum at 10% in PBS containing 1%
Triton X-100 was used to block non-specific binding. Sections were incubated with anti-TH primary antibody in a humid chamber at 4°C overnight, rinsed with PBS, and sequentially incubated in at room temperature for 2h. After three 15-min washes with PBS 0,01 N, slide were allowed to dry and coverslipped with buffered glycerol.
Either the separated rostral and caudal portions or the whole nodose ganglia were dissected and processed for immunohistochemistry. Nodose ganglia were obtained and processed with the same procedures of BAT. Sections for immunofluorescence were mounted on gelatin-coated slides, cover-slipped with buffered glycerol (pH 8.6) and examined with a microscope (Olympus AX70) equipped with N2 and L2 filter cubes for FITC and TRICT fluorescence, respectively.
RNA isolation Real Time PCR analysis and in situ Real Time PCR analysis
RNA was isolated by using the Trizol reagent (Invitrogen, Cergy, France) and treated with Turbo DNA-free DNase kit (Ambion, Austin, TX). The integrity of the RNA was checked by capillary electrophoresis using the RNA 6000 Nano Lab-on-a-Chip kit and the Bioanalyzer 2100 (Agilent Technologies, Palo Alto, CA). 1 µg of RNA was reverse transcribed using random exameric primers and Superscipt III Reverse Transcriptase (Invitrogen, Cergy, France); RNA without reverse transcriptase was performed to monitor genomic DNA contamination. cDNA was subjected to PCR amplification on a PTC200 Thermal Cycler (MJResearch/Bio-Rad, Hercules, CA) by using DyNAmo™ SYBR® Green qPCR Kit (Ozyme, Saint Quentin Yvelines, France). Primers for SYBR® Green analysis were synthesized by Eurogentech (Eurogenetech, Liege, Belgium). Primers sequences are reported in Table S1 . Assays were performed in duplicate (standard deviation of threshold cycle mean < 0.5) and a standard curve from consecutive 10-fold dilutions of a cDNA pool representative of all samples, was included for each determination. Relative expression analysis was corrected for PCR efficiency and normalized respect to the reference gene β-actin.
The nodose ganglia were dissected from mouse neck as previously reported (Strecker et al., 2008) . Microdissection was performed at 5X magnification, after anatomical identification of rostral and caudal part of the ganglion (figure S1A). Samples were collected in adhesives caps (P.A.L.M. Microlaser Technologies AG, Bernried, Germany). RNA extraction, reverse transcription and qPCR detection of CB 1 mRNA were performed as described above. The vagal nature of isolated region was verified by analyzing the expression of cholecistokinin (CCK) A receptor (Burdyga et al 2004) .
Immunoblot Analysis
Protein extracts were obtained by homogenizing BAT tissue in T-PER Tissue Protein Extraction Reagent (both from Pierce) as indicated by the manufacturer, in the presence of 1 mM NaVO4, 10 mM NaF and a cocktail of protease inhibitors (Sigma Aldrich). Protein content was determined by the bicinchoninic acid protein assay (Pierce) and 50 µg of proteins were run on SDS-PAGE under reducing conditions.
The separated proteins were then electrophoretically transferred to a nitrocellulose membrane (Pierce). The immunostaining was detected using horseradish peroxidase-conjugated anti-rabbit or anti-mouse immunoglobulin for 1 h at room temperature. Bands were revealed by the SuperSignal Substrate (Pierce).
Food intake
The fasting-induced overeating studies were performed in 12 weeks old mice after 24 hours of fasting. Mice were treated with rimonabant (3 or 10 mg/kg i.p.) or vehicle (3% DMSO, 1% Tween80 in saline solution), 30 minutes after injection, a preweighted amount of food was given back to the animals and food consumption was recorded after 1hour. For night and the day food intake, a pre-weighted amount of food was given at the onset of light to 12 weeks old mice. At the end of light and of the dark phase, respectively, the remaining food was weighted. Reported measurements are the mean of 3 consecutive days.
In vivo quantification of adipose tissue
CT images were reconstructed using filtered back-projection and calibrated in Houndsfield Units (H.U.). The volume of interest (voi) nearly spanned the entire mouse anatomy (From T1 to L4, gastrointestinal air and the lungs were excluded from image analysis as their density is similar to fat). Threshold algorithms (eXplore Microview v 2.0, GE) were used to quantify volume of fat or (mm 3 ) within the voi.
Scanning a freshly harvested fat pad from a mouse at identical scan settings identified the upper and lower thresholds that separated adipose tissue or from denser or less dense tissues and fluids. Final volume data were converted in grams using the N.I.S.T database factor of density for fat (http://www.nist.gov).
Energy expenditure
Climate chamber allows precise adjustments of ambient temperature (± 1°C) and light cycle (LD 12:12 
